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mmm 

5 &m&m 

z\<om\z. £mz&zm<D<t¥&B&iMKtzmnm*&fo£isT?iBznz>tp 
mm<DmAiz£%&mm&<Dm&&£z$mm&mmLfr*<Dtf&^ 0 fnh? 

>*tt»fcLfcx*Xh7>«fflfe (5H^«$ 6, 50(h «S£&* 16-18%) tt, ^ 
9> HIV (Human Immunodeficiency Virus ; t hftgR^^ JWX) H*fUTfcii 
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mfflffl%}%;&&Z> Z.tAm&2n, tfiAIDS (Acquired Immunodeficiency Syndro 

h ^ Xft-^S 38. 000) \Z-fc)l&7 5. F*tt»fT?#U U 3 H 

\Z&mi<tz Sarcoma- 180 (S-180) ommZWUTZ Z. ii&m&hrcbO 

ftmm&mmizm-rzmmittttW'v&Zo 

15 L^U>K<fcSn^Vi, flSORIjB^feofc (#M#tt:£ltt2:fc«fctf 3#«D • 

<$mnxm i > 

20 Baba, M. , Pauwels, R. . Balzarini. J., Arnout, J., Desmyter, J. , De 
Clercq, E. TMechanism of inhibitory effect of dextran sulfate and 
heparin on replication of human immunodeficiency virus in vitro. J Proce 
edings of the National Academy of Science of the United States of Americ 
a., 1988 *^ Vol.85, p. 6132-6136 

25 <##fF*iSK2> 
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Suzuki, M. , Mikami. T. . Matsumoto, T. 33«fctf Suzuki, S. Is Preparation 
and antitumor activity of o-palrai toyldextran phosphates, o-palmitoyldext 
rans, and dextran phosphate. J , Carbohydrate Research, 1977 ^p, Vol.53, p. 
223-229 

5 <#m$$:M3> 

Whistler, RL. &&Z$ Towle, GA. W rpreparation and characterization of 
polysaccharide phosphates. J > Archives of Biochemistry and Biophysics., 
1969 ¥, Vol. 13, p. 396-401 

10 mn<pm^ 



WO 2004/009099 



•CT/JP2003/009324 



- 4 - 

15 C4) ^«M*H>^-7xD> r (IFN-7)SfcWM'>*-cK*> 1 

o(il-io) &mm-$&%ftm-c&2>, ci] ks3«<&hsk 
C6] u ymitT** h?>&m?MfttVT^ts. mmm. sfcw: 

(9) ftgRiSfcj&K >^-7iD> r (IFN-r) £fcte:-f >^-n-T^> I0(l 
25 L-lO)0)«WbT*a, C7] £Ktt©#ffi, 
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[11] *^A7^Tt Kigl't'tf+X h?>t#V 'J d 

5 C123 JbP^#Tt*3ViTx*-X h9>£#U U Cl 
1] »ciB«©^fe. 

[13] u ymit^Ts h 5 >a*, ot©x^ (a) (c) ^^-^^tc 

ioT^^tlfcfe^Tfe^., [5] gifcte [6] &Cief£<D*Bjft#K 

10 (b) is (a) ©Rj&ttsaisttAfrraie, 

(c) IS (b) ©««gft»tt»* 100~160 , CT24NrW, an^T^I*!, 

r+Xh7> (dextran: a-l,6-^;i'*» gLggSfcM-TS Leuconosto 

c wesenteroides ts. jffcsbo TX ^ □ —7> 6 al— 6#S£££#£-T 

25 #<<3D»^ ^ttt lTfftlt^§. 
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10 (D^>mmmxm^it. mzmm^n^. 

arrs£££j&T. feMwsrtrfium*, ^^#tc*5v^Tttisa, u>^#©«j* 

15 %>&mfe<tttm$:Wffi-r2>z.£&T'%%>o z\<d r&jmti t\z* mmtmm^ 
<i hzs*>m®L&&ifr£V >rtm*mmtfrfo\z&K> : &mmz%LiK\s, wmmo 
mmtt-Tzmmiztaio, ^vmrnwav >rtmzmt?zm&&fg-ro 
*mwm*>\t, -vyx&wmiB&iztevtz cd69 <Dnw&Mm*f$*5ii<tzife^ u 

>gHbx*;*. h 7 >tt CD45R »tt©«BlfilftaJC^ViT CD69 U,-t<D 
20 jgtttt^*^ h 5 0 fci^il Lfec CD69 tt'J >A 0 :f#<DfgM:^ 

^ffilCif^f^^IL, ^ntCj;*||BliaPI±^iiaia«HS«J0*<«iKi:©4# 
£Wfe«*J&HffliiS<B4Mb. *§m> «ffiWfflS««icSS?&««l**feLT^S B CD 
45R tt B MK«Blia*5«fctX B ^M^®±^^-r^>iffl^a®fe : Lm-efe 0 , d(D 
25 ijg^:«'J>^bT r ^h^>^^bf^ffl$:Wb, ^l:B|fi7^yi>T 
^^^t^^-T-Sfe^-e^^o tot, *^OU>iftT+Xh7>HM 
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5 5>^^Xfl*IiiaBfla^e> IL-IO (Th2S!-tM' h#-f» > :fecktfIFN-r (Thl 
**h7><0ft&Ri£flsflsffl£l/T\ i^MHtt. -f>^-7iD> r (IFN-r) 

£fcte-r >*-p-r*> io(il-io) &mm-$-&zftm&m7x?2>z.iiifi-e i $z>. 

£fg14<tT£££^J^U£:,, $<=>lc IL-10*3«tt>* IFN-r 
*fg0J feat's r^Bfrj £&£Mt**£££te<fc«&©^fafcH*-Cttfc 

25 nr, *^Hj<DE^*^j±if^L3^4a#: (bk^j. m&#u mmrn. mmm* 
kuufj, %<m* mmmnhmm) ig^txf^nsEiMt^^ 
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mm. mnm. ay-t^si, ^-m yn^m «t»j, aaK 

rfA, h^#>K -tf^^>, ya7'^. th*n+y|Dt:;K -t;i/D-x. 

10 7>minmi<iz>n%o mmmtvxfc. mz.iz> ^fTU^^y^A, * 

15 ^f>y'lTt)lK 

20 lftUTt>ctVi 0 

fiJcAa#-e«, MpL\X\ BMSfcO, 0. 01~600mg£ l~ft®K:#ttTlinfi: 
25 #TS£<h#T£5 0 J;O»*b<«0. l~400mg/B, 3E£«fc 0» 1~2 
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L/T, ftftftA. $Sf^&p D p, 4#£fiH£ffl£ia, ^«1tSb6 l ?p> Mfli^«^iPp^ 
15 fcii^S^i^fS. 
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4. x^rXh7>(^«38,000)fcl3jN;i/AraH^tT^U , J>iS 

iRW 30%±#Ufc, <Dfi£*feTtt«J ^fb^pTTf&ofcSH 1 * 10 7?J^±cZ>-x 
10 h^XDl) >m^ojfg{c^o^» ®^^Tr« 6 

(i »#ra) c 

20 (4) U >WHVr*7> h7>ttJ*x^y-;WT«:jSUlHlJRT* 

rfTFpim-e&zbotmmztiZo mrnxm^tsctiz^^o. #=?m 2ootj<z> 

25 x*7. h7>"C*>'J >^<bS-&^^<i:^-C#-5o £<blC, ^*e.^Tffl^e> 

nt^fc^^y-M, *^B^©^&fc*5ViT«, «fc05Sf^tt©»vix^y-;v 
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mm \z ie« ztittmzvt^ xmmr z>z.tw%z>tf, zo^mzmmtsnz 

5 h<DX\t^o 

MAtf, *mW<DV >$Kbx*X h^>te, RTcDXS (a) ~ (c) Sr^t? 
(C £ -d TMMT Z> Z. h pJflBT & S o 

(b) (a) <DKfom$:mii£%L,&?Z>J:n. 

io (c) -rn (b) 100-160^-^24^, jp^-r^x^ 

±IE^0)Xig (c) ^^tt^>?$*g^l^!|Bl©J!jn^^H, $fi;U<te 140-1 
60 < CT24^T$>D, W£U<te 160^-? 24 0#P H TT&3o 

±fB;££<Z>--0j|£:^-frkf> &mum (r+Xh7» 300mg £ 0. 1M U >MMffi 
*&(pH5. 5) 10ml KMIU 70t:i;:Jt#L&;^e> Mb, ^CWS^« 
15 "T^o ^^T^M^^r^^b^, 140t:-160t:T 24Bt^M-r^> 0 

xnffi-?z> z\ 1. *> pj^t* 

20 

25 ^>^^bfeo 
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m 2 n u >mitfcjfcmm\z$>iiz> u >mb5^;* h ^ >*<z> u >^*<«<b 

5 #^$1 ; 89. 3***, □ >i37-/V) >A ; 189. 4*** (*P<0. 05, **P<0. OK ***P<0. 

ooi mmk<Dttm\zttT*mMm) 

Vtf&m; 79. 8***> 3>*t/1'J >A ; 247. 8*** (*P<0. 05. **P<0. 

ok ***p<o. ooi m®m<D$im\ztt~rz>GMm 

*p<o. 05, **p<o. oi mmwKDttmztt-r&mnm 

17(1 U >8Kb7^X b5>£«££#ftilfflJ!at;:43tt£ CD86 3iS31©Ji!££^f 
15 7P-^ h^h'J-©^^1"TO?) = 

@9ii vymt?*** h7>iz^^07.mWimmf)^<oD--( bt>^>m.fc 

^^©l^#^^-r^*Tfe-5o >1 ;*N8t (tK) , U—>2 ;f^h7 
>, l/->3 ; U>ifb7+Xh7> 

20 lion #tn«i*fl i K:*tts^xh7>©u>Bl^bR**, SM^^Ifc 

7a^h7'7J±lZ£Dmmistz1&%:Z7r;-tmT~&Z>o tP^irFK&^Tx** 

ioo~i6o*ct24 mm, nam-rzzttz&r). v>m<tT*7.b7>&HFmvtc. 
mi in &mm$k& \z&ifz> u >m^b^^ h 7 >*<d u >^i©m^^ 
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Ri6*«*ttte*iu;fc«, aw««;j»tt»* ioo-ieot:*P24i^M. invars 

TS^KcfcO, 'J>lfbT^h7>^iU;, (*P<0.05> **P<0. 01) 

10 wcfrMsnsfcoTra&^o 

fc*5» HifcKte, DEXTRAN40, OOODa 0fnft*B3gIiS) DEXTRAN ¥*$#^fi : 

3$ 10, 500, 160,000, 513,000, 2, 000, OOODa (SIGMA CHEMICAL CO. , St. Louis, M 
0, USA)£/BV>fc. 

Uffi&<Dl$w>M\zft-3rZ>mM^\^ Student's t-test £ffl^T^5££?Tofco 

15 

mmm 1 ) u ymit^^^ h ? ><omm 

7*7>b7><D') >Wt<t\t* Whistler t>&£tf$H**>(Dj5 ; fe*— fflJBfefibTfT 
ofc 0 T&fc>"£, x^7,h^> (lOOmg, MET, P 2 0 8 #ftT"e24l5ra8;»£i* 
fc*><£>£/B^£:) Si**M75 H (10ml, iMSl: ; EL'+a7-y-y 

20 (4A i/i6, fntt«isi8> 2Ammnmm. ±mzm^fc) icsau 70-c 

*fcKHJX^7S> (2ml, mig#^a a D^K0H*'J^A^I/^ h SrUU*. 24 Ptlffl 
»Bffc. ±it£m>fc) £#UU>B6 (500ng)*JnA. |W|1£l£70 < C<D'>:*-*- 

25 i§?££^i&lc 24Bt^^Sb, f^K7>$U >KffcUfc. £ft^7f£. 
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T#fc. tZ&Ql&S. U Qzk (100ml) 10%NaOH pH * 9. 0 KHIS 

fflU >M:t^7. b^>£ 20mg/ml OjftfiET 50mM Tris-HCl M«f^ (p 
H8. §)\zfeffiL, HiTrapQ HP (1. 6x2. 5cm, Amersham Pharmacia Biotech UK, Buc 
kinghamshire, England) !;:«*:£ IBM" n? htf? 7 4 -ictftLfc.rt v 

Ali*7A«i©5f&i© 50mM Tris- HC1 mm (pH8. 6) 0-1. OM NaC 

TSflrl/lBMttfcfTofc. S«rrti£ d-^ 'J -x/^ 

HiTrap Q HP (1. 6x2. 5cm) 
^Kjffi 50mM Tris- HC1 MMW. (pH8. 6) 

JgfcB IWJi^W^^^ 0-1. OM NaCl (3J:^'J-T^^^x>h^m 

j5Stj§ 5. Oml/min 

tftffl 7iy-J«HS (490nm, 

Wi©T*7h7> (^^aW 1 75, 475, lb 75, 51 Tj&cfctf 200 75) tt. 
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JRjfcteO, 6, 12, 24> 36, 48 *3ektf 72 IfcfflfcoHTfTofc. U >ifb^l0 

£8l#7AK:!ft*Lfc. 12, 24, 36, 48, 72 B^Tte, »(£ 100« 

romb7>^7AI:WLfc (01) o L^L, 6~72^ST^7.h 

C^»J 3 3 U >®Hfc^X h7>^U 

15 h^>*c7)u>^S£«'J^u MjiJK^r^«r^u^ 0 

U >&fbx*X h^>4'tc:#^n^ l J >0li(i> Dittmer <b<Djjmz$£-oX 
^aLfCo-r^^, 1ml <7)U>M^^rX (lmg/ml) Srf&ifcWlClsSD , 

N 2 #X£iSfiL&#£ eorTT^ab^io 0. 4ml CD 70»!£iStm£MlU J&& 

tfmwizuz£T*®20ftmD\\mvrzo ^mmrm. ^££t#£pu 2. 4mi <d=e 

20 U ^f>H7 >^E- O&Um mm* U ^f>H7 >^E-^ A 4. 4g £ 200-300ml 

U £ftK»SB#*fffl«E« 14ml Sr^lJP^, 1000ml iiLfc&cD) , 
*5 .fctf 2. 4ml cdMtc^ (Fiske&Subbarow jgjt;!*^ : ^tKM^tK^I:*- h U r>A 
30g, *»7KM^ h U r>A 6g, *30zt^ 1, 2. 4-7^/^7 h-;i/X;l/*>& 0. 5g 
%¥L&T*mftM&Vfz 1 b<D$: 250ml cDi^TkT^U 3 mmvgffilZikW'&Zi® 

25 u »£jkk«#. ^tx<& 1:12 iz^mvxmm^rz) &mum&&. loor, 10 
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m> RrtSNflffl©ifiljnK:^V»U>'&*tt^^±#U, JEJC 48 WfMT?» 1. 7X£« 

u ymv?*c7s h7>t®'j >ti©ittu >K{bsa^o#tai'e*sfc«>» u 

10 ft^EHDi&OfflSm. Specif ic pathogen free (SPF) BALB/c ^"^X (Japan SLC, 
Shizuoka, Japan) SfflV^Wbfc. v^Xfci: 5 iS*©*l&J«AU • ^ 

BALB/cT?X£x-^;l/rjfri^ MLMSSbfco IM»£i*fflU Xhl^h 
15 7^fy>^Zy'J> <400mg, 400U/ml) ZiStS 'J (PBS-4xS. P, ph7. 3) "f 

s ^tc^tti^-ar. mm&mm&mmvrco mmmmm^L^m oooxg, 4t:, 5 

#|HJ) -ki&£Rfc£U RPMI-1640^% (SIGMA) l:SSil/fc. X^-JP^y 
v^UCilU ffUMJB^Ift^^tt* H^^L^H8 (300xg. 4t:, 5 #Rfl) , ±flf 
20 £&*U ^W^2X^a&!«Jfiim(FCS: Biocell Lab.. Inc., CA. US)£^tfRP 

mi-1640 \znmmLtc. mm\z h u /^y^-asfisicfc o £»iiia*fe£fr»u 

25 96 ^ □ h (SUMITOMO BAKELITE CO. , LTD. Tokyo. Japan) <D& A 

£ftlll&ffiflB&£ 2xi0 5 cell/well fcfcfcJ^fcflMr. x+X h 7 >*5<k^«fif»J 
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l-emnLtzsmmw >m.itT*?sh7> ajs, 16^, 517? 

*3<fctf200 7J) ^^n^n 100m g/ml \zUZ>£.o\Zffi«\\ss RPMI-1640 i^tte (2* 
FCS) *T5XC0 2 T. 37X:, 48I^W««Ufc. 1&&ttmtffl£\sT* U#£*(LP 
S:B-cell mitogen, £co/J0\l\:M, SIGMA) » >*^«J > A (ConA:T-cel 1 

5 mitogen, SIGMA) £fflv*, -tti-fft******* 20«g/ml *5J:tf 2Mg/mncfr5 
<fc3K:*ftlUfc. i&«ife£T 16 P#r^ttftc:. Methyl- [ 3 H] -thymidine ([ 3 H]TdR. Amers 
ham Pharmacia Biotech) & 9. 25kBq/well ^inU/W*7'^l/L&.#£*S7^ 
-fe;i/A— ^7.^- (LABO MASH LM 101- 655, LABO SCIENCE CO., LTD. Tokyo. Ja 
pan) £fflV>T«£#^X:7^;i^-(LAB0 MASH LM 101- 10. LABO SCIENCE CO, 

10 LTD)±£I3JKU h'7^t-«^tf:J7X7^M-^lffl/H7JWC 
An, Wti'>7U—9—mft97')\' (P0P0P:1, 4-bis-[2-(5-phenyloxazolyl)] 
benzen (Ht<t¥ffi3ti?r» SB#, 0*) 0. lg £J;tfDP0:2. 5-Diphenyloxazole (PI 
tim¥m$iffi) 4. Og £ 1L © b)VJL>\zmML1t) 3ml SriPA, U >AWsHClfcD 
&£nfc[ 3 H]TdRO»£^#>>>^l/-:x3 >#r7>^-(LS1801. Beckman Coul 

15 ter, Tokyo) T«"I^Lfco 

U >/^3»«l^b«ttttlffllia© [ 3 H] TdR (Dm. <0 ^T©^Sffl 
V>T Stimulation Index (S. I. , ^ItUlfflllfiLfc, 
S. I. = [ (counts per minute in treated) - (counts per minute in backgroun 
d)]/[ (counts per minute in control) - (counts per minute in background)] 

20 z<e>\z. mmz%tm£isTm^rcL?sj££zs<:onk<DS. i. tt&4fefttu souse* 
£T<Dft=?m\zis^x, u >mm<n*&Aiz& t^H7>®7 

^^»««lftK:»T*tt«flaStt3W*«t«#s^fc (0 3) „ *-e*>#^»4 

73© D >S{kT+Xh7>^S. I. =4. 5 tSfci^MfiSr^cL*:,, 

25 
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ZmfeVfro tzfcL, U ^WCf^Ts b7>& lOOng/ml, lug/mK lOwg/mK 1 
OOtigMl &&&200tig/m\ lzteZ£?\zmiiUls* 5*C0 2 T. RPMI-1640 (2*FCS) J8 
5 ite4'T*37 < C, 48PfP B t m*l£> Methyl- [ 3 H] -thymidine (DM Q&&m&mi£ Istz. 

10-500 Mg/mi omm-ev >mit^^ h y >\tmM\zm^mmv. 

500Atg/ml T S. I. =13. 9 •hfifci^TgttSr^Ufc (04) „ 
10 2) «j*fl2f^fflfc*W*»*«fW©«W 

zmfevfc* tzfzL* mmtioougM mm-v. 12, 24, 48, ita^zsmmm 

ft ^-*ve**Hg«^7 16 ISHflflfc Methyl- [ 3 H] -thymidine £ 9. 25kBq/wel 1 m 
JlDU AW^^Lfc. Methyl- [ 3 H] -thymidine ©StO&*S£»!lJ£l/ 

^cD«sm, ^«24^a^e>w^stt^#sn (05) , mmAsmm-v 
s. i. =6. 9 tm*>n^i%&&m®t>nrc 0 ^(o^mmtm^. 120 wi-m^ > 

20 3) u ym\L^7. k^xpt^j^b wuatc^-r 

^»J4T^LfcV^XB$fliMM^$iffl^ilfflA^7T-(0. 5% BSA, 
2mM EDTA/-PBS) (2. 500rpm, 4"C. 5min) *tt 3x 10 7 cells £ 20 

#IRb/th^^>^^;i/^-7C77.CD45RirL^50/zl (CLTAG Lab, Burlingame, CA) 
T-4T;, 15»W-f>^3.^-hLfc. »ifflA'7 7 7--elW(2, 500rp 
25 m,4 , C.5min)^ ±t*&Bfc*U 30m l © 10 fgf&«?X h UZf h7 k*v >- v-f V 
Dfc*-X(Miltenyi Biotec GmbH, Germany) £ m X. 4*C, 15 ^M'T 3.^-7 h 



WO 2004/009099 



CT/JP2003/009324 



- 19 " 

Lfco Wmftmmrty y 7 -Tit^ftfr (2. 500rpm, 4*C, 5min) 7 

m%mm^m -> 7. t- A (MACS Magnetic Cell Sorting System, Miltenyi Biotec 
GmbH) fc&U itsV"r^ ~7-\lV9 V3 >ffl#^A (MSVRS 4 . Miltenyi Biotec Gmb 
5 HH~2|p]iIU ©*ia#£ B iffflflS, milOiii^^ T«^LACc FACS5rfflViT-e 
n^ r n©«-&**#rbfct^5B*IBlfitt^liiMtt 19. 3%T&o£^\#pj|£«&J9 

#e>nfc«aiia*3S'i>»ni^cfct)iHiiKu» rpmi-1640 (ioxfcs) k:s®»«. ±&is 

onA, tSi^BI^ h^x>"C»*LPS«> ^n-6n^SW T *5<ktf B M 

U>8t-fbx4-Xh7>(100Mg/ml)©ajSlb«tttt, B«Blia©*^K«)'&n, 
15 S. I. fitte 13 ~£&>-ofz (0 6) o oO^t^b. U >mt^^ h 7 >te B 

CUiSSW 7J U >*ft7 ? *^ h^>JdJ;S^^XB$liEi8B)3afC*3^§ CD86 

20 v^*!]$IMJi&£, 24 ^ -1 2 u y°U-h (SUMITOMO BAKELITE CO.. LTD. Tok 
yo. Japan) Id 1 TX&fc 9 500/£l 4x 10 6 cel ls/wel 1 £&<5<fc5 f;:#£L£:o 
U>gHtx*X h^>£ 200/ig/ml 5%C0 2 T, 37 < CT24B# 

fflmmvtzo tz&* ^flfitt RPMI-1640 (lOXFCS'&tr) £/BV>&. 3i<L>#8i (2 

400rpm. 4*0, 5min) iz£ D«Ufi*lElJRU FACS washing buffer (2XFCS, 0. 01%NaN 

25 3 PBS) Tfltoifci* (2400rpm, 4*0. 5min) Vfz* mmmmtrim<Dmfe\** ta C 
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Hsy h\z&ift<DUfr'&t>Mlz&r)* 20te*MRPE mUktiiWX CD86 tiift (CALTA 
G), 20fe#JRFITC«»ta-7 , ^^CD8Si#(Serotec Ltd., Kidlington, UK), 20 
B i o t i n ffttffi-? r> 7, CD 1 1 c (CALTAG) £ £M<^fc>-tr E «t 0 M X & < 
M^Vm^tTX'MM. l5#IHLRj£$iirfc. FACS washing buffer T&'fciSfei* (240 
5 Orpm, 4t:, 5min) U IOm l CD 100 fg#^ Streptavidin PE-Cy5 (Bioscience, S 
am Diego, CA, USA) £iJD*.» i&TtTT^^ 15 ^WS^^^fc. tattftfiLfcftl 
J&ttFACS washing buffer Til4>&# (2400rpm. 4U 5min)Srffofc. 1 B#Wa° 
7*M7;Vft HT'M. lml <£>->— X*£(Facs Flow, Becton, Dickinson, 
MA, USA) KISS U ±4 D>^-/->rL«r®b^, FACS cal ibur™ Model 3A(Bec 

u >m*bx*x h 5- yiz-D^TWx&mmmiz&tfz cd86 <D&Mmm&* y 
n— *m bo-iz^mm^n-DtzmM 07^08) , v>wtit^ 
7.h^>itm-m\c-(cdmmm^^K^<Dmmmm ;R2), cD8-cDiic + nr 

OTflS(R3cD«*ffl), CD8 + CDllc + ^UBfla(R4cD«ffl|]a»ffl), CD8 + CD1 lc" (CD8 + 

15 t mmmm ; R5) (Dmmmm±x\z^x, cd86 ©^it^sr^b^c *<d 

fgttte CD8'CDllc + ^iffl^T0^T^ofco 
20 RT-PCR m\Z& K) , U h 7 >mmz£2>V<< htl-C >&&?<D&m 

wxmf®Mmmmm& ia-r-?^ zuyu- Hci^sfco 500 wi o*t4 

xl0 6 cells/well fcfc*«k-3l;:#&Lfc. f+Xh7>i5<tM>^kr+Xh 
7>£ 200/ig/ml £&3J:5tc8s;!jnU 5%C0 2 T, 37^ 12 P#P B 1ig«U/i 0 
25 1. 5ml 3^-:/{cIeJiKU 3to#fi (300xg, 4t:. 5min) K«fc 0±it£ 

|££bfco ^*M«^l/-h(D#^x;KcTRIzol reagent (GIBCO BRL, Grand i 
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sland, N. Y) 1ml 5#MMK:iHBgL ^7f-f >^T<5 d fCfflmm 

^^«Blia«:»»$-e:fc. £fi£5£»m;fcfcB& 200ml ©*DD3fc;kk«:ttlA, 
&L<8I#U 3»tl,fc. aS^»(15. 000xg.4t:, 15min)«, 7kJl£#rb 

5 v^-r ^D^i-^^iEiiRUfco soomi c7)-r yype;u7;PD-;w2rjnAT^< 

1*#U SiBTlO^Mftf^ &<fr£MBU5. OOOxg. 4t:, 15min) U 
Lfc. # 75*X* J -;KRNase free)T#fc?t^ x^/-;i/£ii&*gs£-S\ *#ltfJ 
30ml CD DEPC-H 2 0 Izfeffils. WkV>7)ltLtz B 

RT-PCR RobusT RT-PCR (fH—it^M^ Sffl^Tffofe. T&fc^ 

10 ^XlWBi^SIMbfc Total RNA^T->yu-h<i:L,01igo dT ^^-T^-(p 
d(T) 12-18) ^iO^^X /3-7^>, IL-7, IL-10* IL-12p40. IFN-r &J:tfT 
NF-a y^-TT-^fflViT^l c7)^T RT-PCR Sfrofc. 
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RT-PCR <DB.fo'78fc 



RoubsTSi^^y 77- 


luL 


50mM MgCl2 




1 5llL 


dNTP ^ y 9 ^.(^lOmM) 




Template RNA 




500ng 


forward^" 9^ 


— (10|xmol) 


l|iL 


Reversed 7^ 


— (lO^mol) 


ljiL 


AMV i£3te2£BM 


1 


l|xL 




if 


2|XL 


DEPC-treated waterC££a s 5<HiL t <c 5 <t 5 K*D;t 5) 


RT-PCRJEJ& 




30# 




94*C 


5# 




60t: 


5# 




94<C 


15# - 




60^ 


15® 




72^ 


30# _ 




72t 


10# 




4<c 
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-tMr* ^ -fyHV— <PBayj (5'-*3') 

forward: TGTGATGGTG&GA A TGGGTCAG (E$iJ## : 1 ) 
reverse: TTTGATGTCACGCACGATTVCC (IB5iJS# : 2) 

forward: GTCACATCATCTGAGTGCCACA (EJiJ«# : 3) 
reverse: GTAGTCTCTYTAGGAAACATGCATC (ffi?iJS# : 4) 

forward: GTGAAGACTTTCTTTCAAACAAAS (gB*"JS# : 5) 
reverse: CTGCTCCACTGCCTTGCTCTTATT (B25US# : 6) 

forward: CGTGCTCAT6SCTSGTSCAAAG <BB*iJ#-f§- : 7 ) 
reverse: CTTCATCTGCAAGTTCTTGGGC (B9UM : 8 ) 

forward: TACTSCCACGSCACASTCATTSAA (IcJiJS^- : 9 ) 
reverse: GCAGCGACTCCTVTTCCGCTTCCT (BAtHI- : 10) 

PCRKJ«:«tt3XT^o-^y;UfllSt*»itcPL, l^^A^n7-f F*«fc 
<fc*5fefe^ FAS-III ^;U'>7.^A+DS30 (T0Y0B0, Tokyo, Japan) Ti»l/fc. 
5 #SJH> U^bf+Xh^Xn^ZIWW^ IL-l0 43<t^IFN-r © mRN 

n&m&mmvtt (0 9) « 

»ttflSSnfc»tt«Btt»4 IFN-r £S£U Thl ^©M^f ^i^t^^i^ 

W^-y *K;m«Mfc*ttH^i:UTS#3ftTV>*.— 2n IL-10 te, 
10 Th2 MB** S g£ 5 *l*1M h 7J -Y>£LT& T^P7 7-5?#fiTTTh 
1 *HJJS^e><£>iM h^-f>t4«Jt5u<!:^^nT^-5. IFN-r 

Thl/Th2 ^^^«SV^C»JW^^fflbT*5 0, C0A'7 >XrtUh2 fcffi 

15 ^b^t^So iFN-r (D^mmmtfov^ )V7sVFm<D*tz*>ir. m*tz$>mmffi 

mf&*ft-3tmx.z>nT^Z>o Steidler fctt*»|fe<0ii&*8&*£<rrs IL-10* 
fg3l£i$-£:Lactococcus lactis ssp. lactis ^^m^'&^Jl^^^lz^a 
«-5.TS££teJ:D, lft3SS^«JC3kSSn****eUTv^ (Steidler, 



0 -actin 
IL-7 
IL-10 
IL-12p40 
IFN-y 
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L , Hans, W. , Schotte, L. , Neirynck, S. , Obermeier. F. , Falk, W. .Fiers, 
W. and Remaut. E. Treatment of murine colitis by Lacococcus lactis seer 
eting interleukin-10. Science. 289, 1352-1355 (2000)) . 

zomiz ifn-t il-io <om* <D£m£&\z^>\,>T\zffi*x' u >mt 

mmm 9 ] 
10 (a) ^ymit^Ts byxDmn 

(Edward Tarelli and Susan F. Wheeler, Drying from phosphate-buf fe 
red solutions can result in the phosphorylation of primary and secondary 
alcoholgroups of saccharides, hydroxylated amino acids, proteins and gl 
ycoproteins., Analytical Biochemistry 222, 196-201 (1994) HJ 

mit^mvtzo £-f, &m&n 3oomg * o. im v>mmmm (phs. 5) iomi \zm 

«£Stagf£«U SRIStttttt»« 14Ot:~16O , CT 24 0tF^in^bfco 

Z*>iZ> Jtffitt*** lOmM ^&zMIT>^~£A^30mnc:J§ft?U lOmM m 
20 BI**7>*-tfA8reK:#UT-Hft8#r^ 50mM MJ (PH8. 6) 

X 2 B MS#rlK& (7U-CD U >Bftlfi*^K:l*< ^fc<» DEAE-Toyopearl 
650M#7A(1.6 x Hcm)^ffl^xy^vX>h^{iiU7io^m^4 1 ©^jl^ 
7x7 -^SIKftTC— Lfc. 



25 (b) 7*xh?><DV >wt<k\z.&vz>mmmmtkftG>to.tt 



WO 2004/009099 



CT/JP2003/009324 



- 25 - 

ft&m$VTz. U >«HfcKJt5tt, 80<C, lOOt:, 120*0, 140t\ 160 < C(Djtofft^# 
±-T&;i£##^o*: (010) 6 

10 ^(D&Zk. HOr&cktf 160t;(Z>&#T\ >J>^a^M^^b^ (Hill) c 
U^b, 160 , CT1^>TO^^t:^jg^o^^\ U>&X(A#AW5%£j® 
A-5MjiiaHftB#r B 1« 140 < C~160'CT$)^>i#Ae>n^o 

( c ) u >m\t^7, h^xDv ynn^im 1 ^ 

v>wnt^*x h^>«, u>m^s^a^^, ^e-n^n 100, 120, 140, 43<t 
# leonc^-Scfc^ic^bfefeo^^fflbfeo 

20 &7fi\sV>rt&iA&<kti5&*:ttZZ.£&ft&ls1t (HI1 2) o 

■$2>mmifimVk-£tltZo U>ifbr*Xh7>H Bi^Kyx^O. 
25 1&#i&IBJ®£f£tt'ftU££f:: IL-lO&cktnFN-r Sr^HTSfg&SrWT*;! tfr 
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5 3. ftmmmttm&&]igikftmT&2>, mmm i iztm<Dmm a 

4. MiK^AK>^-7xD> r (IFN-r) ££texf >*-nK=^> 10 (IL 
-10) £!M£-ti:<5flsffiT&£, §S*3K 1 Kfe*fctf>|g3iJo 

10 6. u >Mf+x h 7 >^ ti^^ t ix^^, mszm. ^tz\±7v 

15 9. %L&mt£<ttf'( >^-7in> r (IFN-r) £fcte-T 10 (IL-1 

0) ©Iff aSftTifc 5 , St #31 7 {CfE«(D^&o 

io. mMmmmm&&&tc\zffiWMmm*x&%*m3£m 7-9 o^-rn^^ 
20 ^^-rs, v>mt7 : *xh7><D<tmjj&o 

13. 'J>iftf+Xb7>^, OT^IiS (a) (c) £^tf#fc&K:«fcoT 
(b) I*§ (a) (7)S^^^^-r^X^, 
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(c) is (b) ®ftf£ttjfttt&£ ioo~i6or-e 24 0#r B i> unarr^is 




mm tl m •« (mam) 




*) >IMsJRJ6B*IH!(B*ni!) 
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*** 

~1 



Bmm 



*** 



i 



15 



m io- 



*** 



UVig'lb LPS ConA 



I 1 

'J^lSMb LPS ConA 
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8 



12/26/01CP8/CD 86/CD1 1c 002 
25.7% I 



1 2/2 WO 1CD8/C D86/CD11C .003 
37.1% I 




R4 



10 v 10' 10' 10" 10 
CD86 PE 

1 2/26/0 1 CD8/CD86 /CD11C.002 



CD86 PE 
1 2/26/0 1CD8/CD86/CD1 1c. 003 



R3 I 1 

<J> 



43.4% 



10° 10 1 10 Z 10 J 10 



10' 10* 
CD86 PE 

12/26/01CD8/CD86/CD1 1c.002 

r 




26.4% 



10° 10 1 10 



55* 



R5 i : 



"3 ' ' 

10* 10 J 
CD86 PE 

8 2/26/0 1CP8 /CD86/CD 1 1c .002 
Tl.4% I 



T 2 
10' 

CD86PE 
1 2/26/0 1CD8/CD86/CD1 1C.003 

T 
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CD86 PE 
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g| 1 0 

NaCI (II) NaCI (M) 




490nmlz It Z>v&?t J£ 490nmlc If -5 
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SEQUENCE LISTING 



<110> MEIJI DAIRIES CORPORATION 

<120> Dextran Phosphate 

<130> M1-A0201Y1P 

<140> 
<141> 

<150> JP 2002-213305 

<151> 2002-07-23 

<150> JP 2003-50739 
<151> 2003-02-27 

<160> 10 

<170> Patentln Ver. 2. 1 

<210> 1 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence:an artificially 
synthesized primer sequence 

<400> 1 

tgtgatggtg ggaatgggtc ag 22 



<210> 2 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequenceian artificially 
synthesized primer sequence 

<400> 2 

tttgatgtca cgcacgattt cc 22 



<210> 3 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
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<220> 



<223> Description of Artificial Sequence:an artificially 
synthesized primer seauence 



<210> 4 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:an artificially 
synthesized primer seauence 



<400> 3 



gtcacatcat ctgagtgcca ca 



22 



<400> 4 



gtagtctctt taggaaacat gcatc 



25 



<210> 5 



<211> 24 



<212> DNA 



<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequenceian artificially 
synthesized primer sequence 

<400> 5 

gtgaagactt tctttcaaac aaag 24 



<210> 6 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:an artificially 
synthesized primer sequence 

<400> 6 

ctgctccact gccttgctct tatt 



<210> 7 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence:an artificially 
synthesized primer seauence 

<400> 7 

cgtgctcatg gctggtgcaa ag 22 



<210> 8 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:an artificially 
synthesized primer sequence 

<400> 8 

cttcatctgc aagttcttgg gc 



<210> 9 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
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<220> 



<223> Description of Artificial Sea_uence:an artificially 
synthesized primer sequence 



<210> 10 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Seauence:an artificially 
synthesized primer sequence 



<400> 9 



tactgccacg gcacagtcat tgaa 



24 



<400> 10 

gcagcgactc cttttccgct tcct 



24 
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